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TWO TYPES OF HAPAXOMERS 

• INTERNAL PALINDROMIC TYPE II ENZYMES 
-e.g., Sfi I 
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C C G G N^N N N N C C G G 

OUTSIDE CUTTERS (TYPE IIS) 
-e.g.. Sap I 
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FIG. 1 
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POPULATE DATABASE 
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QUERY TO CREATE SUBSET COMPRISING RECORDS HAVING AT 
LEAST ONE RECOGNITION SITE FOR A RESTRICTION ENZYME 



306 



FILTER SUBSET 



308 



DETERMINE STATISTICS FOR RECORDS 



j ^310 

DETERMINE NUMBER OF 
RECORDS HAVING EACH 
OF A SET OF RESTRICTION 
ENZYME TARGET SITES 



I d. 

DETERMINE NUMBER 
OF RESTRICTION SITES 
IN RECORD 



1 J-'' 

DETERMINE STATISTICS FOR 

AMBIGUOUS POSITIONS 
OF RESTRICTION ENZYMES 



FIG. 3 
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H-RE, Lig 

DRUG2 

FIG. 6A 
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FIG. 6B 
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FIG. 6B 
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Sfi 

• HOW TO MAKE Sfi I "ONE WAY" 
-METHYLASES 

-Bgl, NOT Sfi I SITS, IN ACCEPTOR VECTORS 

G G C C N N N N^N G G C C 
C C G G N^N N N N C C G G 

G C C N N N N^N G G C 
C G G N^N N N N C C G 

-LETHAL GENES IN STOPFER FRAGMENTS 

FIG. 7 
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Sfi I, LIGASE 
FIG. 8 



DRUG2 



TITLE: VECTORS FOR DIRECTIONAL CLONING 
INVENTORS NAME: Michael R. Slater et ol. 
SERIAL NO.: 10/678,961 



10/29 



I 



<x>=<x> 



PCR 



A B 



ooo 

B 



ooo 



RecA COATED OLIGOS 



ocx^— <x:^-<x>=ooo 



M. Hae III + SAM 



cxx> 



A 



WIZARD 



DRUG1 




##=050 Bgl I, LIGASE 



DRUG1 




FIG. 9A 
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FIG. 10A 
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REs THAT CAN MAKE Sfi I ONE-WAY 
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FIG. 11 
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DRUG1 




DRUG2 




H-RE. Lig 
FIG. 12A 
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Sap I 

• HOW TO MAKE Sap I "ONE WAY" 
-METHYLASES 

-ORIENTATION OF SITES IN VECTOR BACKBONE 
IN DONOR VECTOR AND IN ACCEPTOR VECTOR 

-LETHAL GENES IN STUFFER FRAGMENTS 

-Ear I, NOT Sap I SITES, 
IN ACCEPTOR VECTORS 

G C T C T T C N^N N N 
CGAGAAGNNNN^ 

C T C T T C N'^N N N 
GAGAAGNNNN'' 

. KEY ADVANTAGE OF Sap I 
-ONLY THREE BASES PER EXCHANGE SITE 
LEFT IN ACCEPTOR VECTOR 



FIG. 13 
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TWO ENZYME APPROACH 

• Sgf I - 

CUTTER OF HUMAN cDNAs, TWO BASE 3' 
OVERHANG 

G C G A T^C G C 
C G C'T A G C G 

• Pme I - 

CUTTER, BLUNT END CUTTER 

G T T T^A A A C 
C A A A^T T T G 

FIG. 14A 



Pvu I OR Pac I NOT Pme I 



AT 




FIG. 14B 



TITLE: VECTORS FOR DIRECTIONAL CLONING 
INVENTORS NAME: Michael R. Slater et al. 
SERIAL NO.: 10/678,961 



18/29 



<Hat 



OH 



PGR 




^OH 



DRUG1 



Sfi I, LIGASE 




Pvu I OR Pac 

AT 

Pme I 



DRUG2 



NOT Pme 




Sgf I. Pme I, LIGASE 



DRUG1 



DRUG2 



FIG. 15 



TITLE: VECTORS FOR DIRECTIONAL CLONING 
INVENTORS NAME: Michael R. Slater et ol. 
SERIAL NO.: 10/678.961 



19/29 



N-TERMINAL Sgf I SITE CAN ALLOW 
N-TERMINAL FUSION OR NO FUSION 

NAAGGAGCGATCGCCATGg 
— RBS- Kozak — 

VAAGGAGCGATCGCCATG 
KEQGlyAlAIleAlaMet 

FIG. 16 



C-TERMINAL Pme I SITE ALLOWS TERMINATION 
(+1AA) OR C-TERMINAL FUSIONS 

NNNGTTTAAACN 
XaaValTer 

NNNGTTTATCN with EcoRV 
XaaValTyr 

NNNGTTTCCAN with Ball, etc. 
XaaValSer 

FIG. 17 
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Swa I, , LIGASE 
FIG. 18 
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N-TERMINAL Pac I — Sgf I FUSION SITE 

NAAGGA^IAATCGCCATGg 
KEQGlyLeuIleAlaMet 

C-TERMINAL Pme I— Swa I FUSION SITE 

NNNGTTTAAATN 
XaaValTer 

FIG. 19A 



N-TERMINAL Pac I — Sgf I FUSION SITE 

NAAGGA@TAATCGCCATGg 
~RBS Kozak— 

C-TERMINAL Pme I~Swa I FUSION SITE 

NNNGTTTAAATN 
XaaValTer 

FIG. 19B 
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FIG. 20A 
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FIG. 20B 
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